[Abstract] Salinity and drought are the two main factors that cause fiber yield and quality losses in kenaf.
It is reported that salinity and drought can affect more than 10% of arable land and cause a global decline in the average yields of major crops by more than 50%. Therefore, understanding plant tolerance of drought and salinity is of fundamental importance and has become the focus of intensive research.
This protocol describes a simple and reproducible protocol to imitate natural salinity and drought stress under soil conditions. Even though the water-culture method is most frequently used for salinity and drought treatments, the soil-culture method in this study was more applicable to studying natural stress conditions. 1. Rinse the seeds under running water for 10 min, and then sterilize the seeds with 5% sodium hypochlorite for 10 min, and subsequently wash the seeds three times with sterile water ( Figure   1A ).
Materials and Reagents
2. Place the sterilized seeds in Petri dishes on filter paper saturated with sterile water, and maintain the seeds in complete darkness at 28 °C until germination (about 3 days) ( Figure 1B and 1C) .
3. Transfer 3-5 days old seedlings to separate sterilized soil pots.
Maintain the plants in growth chambers at 28 °C for 16 h with light and 26 °C for 8 h without
light, 60% relative humidity, ~450 μmol m -2 s -1 light intensity, and supplement 100 ml 1/4
Hoagland solution to soil once a day ( Figure 1D ). 3 supplement 100 ml of this solution to 10 pots individually once a day ( Figure 1D ).
3. Harvest 3 treated leaves from each plant at different time points (e.g., 6, 12 and 24 h). Untreated samples were collected at the same interval as a control. Three biological replicates were obtained from each treatment ( Figure 1E ). 
Data analysis
RNA was isolated and used for selection reliable reference gene (such as ACT, 18S rRNA, EF1α)
for Real-Time PCR (RT-qPCR) assay under salinity and drought stress, and this section was stated clearly in our paper (Niu et al., 2015) .
Notes
1. Soil is sterilized for at least 30 min at 121 °C/1 atm using an autoclave.
2. Polyethylene glycol (PEG) is a flexible, water-soluble polymer, and it can be used to create high osmotic pressure. Therefore, it is used for applying osmotic pressure in plants to induce water deficit.
3. The same aged leaves should be taken from each sample type. Also use at least three individual lines from each treatment for analysis.
4. The volume of supplement is depended on the size of pots, watering frequency, and plant species. It is recommended that a series of assays should be done for a given plant species before stress treated.
www.bio-protocol.org/e1918 (Hoagland et al., 1950) (Table 1) . 
